RhoD/T31N precipitates was revealed by Western blotting, using anti-FLAG antibodies. C. Mapping the RhoD binding domain on FILIP1. The presence of FLAG-FILIP1 deletion mutants in the Myc-RhoD/G26V precipitates from transiently transfected HEK293T cells was revealed by Western blotting, using anti-FLAG antibodies. D. FLAG-tagged FILIP1/1-778 was transfected into COS1 cells and visualized using mouse anti-FLAG antibodies followed by TRITC-conjugated anti mouse antibodies. The arrowheads indicate cells with FILIP1/1-778-positive large vacuoles. Scale bar represents 20 m. E. The RhoD binding epitope on FILIP1 was confirmed by GST pull-down assays. GST alone and GST fusion proteins (GST-FILIP1/431-778, FILIP1/775-1213) were incubated with lysates from HEK293T cells transfected with Myc-tagged wild-type RhoD. The presence of RhoD in the precipitates was revealed by Western blotting, using anti-Myc antibodies.
Suppl. Fig. 2. FILIP1 and WHAMM constitute a family RhoD-binding proteins A. FILIP1 and WHAMM form a protein family together with the WHAMM-like protein JMY and the FILIP1 paralogs FILIP1-like, CTTNBP2 N-terminal like protein and LUZP1, which all have SMC domains. The FILIP1/WHAMM-related proteins were compared using the Clustal W algorithm. The degree of similarity was visualized using a dendritic tree representation. B. Alignment of the FILIP1 and WHAMM SMC domains. C. Domain comparison of FILIP1 and WHAMM. The dark grey box denotes cortactin binding-protein 2 (CTTNBP2) domain, the grey box, an SMC domain, the white boxes, WH2 domains, and the light grey box, the Arp2/3 binding site. D. Mapping the Rif-binding domain on WHAMM. The presence of FLAG-WHAMM deletion mutants in the constitutively active MycRif/Q77L precipitates from transiently transfected HEK293T cells was revealed by Western blotting, using anti-FLAG antibodies.
Suppl. Fig. 3. Exogenous FILIP1 expression does not result in FlnA degradation
The effect of FILIP1 overexpression on endogenous FLNa stability was analyzed by transiently transfecting HEK293T cells with increasing amounts of YFP-tagged FILIP1 and blotting for the changes in FLNa protein levels. Western blotting was performed with mouse anti-FLNa and rabbit anti-GFP antibodies. As a loading control, -tubulin was detected with mouse monoclonal antibodies.
